Figure S2
Plots and fitting results of the pK a determination of both HmHR (A) and HwHR (B) To study the spectral changes in acid or alkaline environments, a high concentration of HR sample in pH 5.8 (50 mM Mes and 4 M NaCl, pH 5.8) was diluted into different buffers with a pH of 3.095 to 10.93. In acidic conditions, both HmHR and HwHR showed a spectral shift of 7-9 nm toward the blue light region from the A max of the ground state, whereas there were no significant spectral shifts in an alkaline environment; only the decrease in the ground state absorbance with a concomitant increase in the A 410 species was observed. Spectral shifts from pH 8.4 to 10.5 were used to determine the pK a of the Schiff base (Abs = Abs acidic + Abs basic-acidic (10 pH − pKa ), and the calculated pK a values of HmHR (A) and HwHR (B) were 8.96 and 9.81 respectively. 
